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b) 



c) 



(i) providing a cell, said cell comprising, 

a) a first heterologous promoter operably linked to afirst 

polynucleotide encoding a functional GalS^pfotein having at least 
95 % sequence homology to SEQ^TO^NO. 2, 
a second heterologous promptef^operably linked to a second 
polynucleotide encoding^ reporter gene, 
a third heterologou^promoter operably linked to a third 
polynucleotide^ncoding said GPCR, 

wherein said cell stably expresses said Gal 5 protein at 
'sufficient levels to permit promiscuous coupling to said 
GPCR, 

wherein said GPCR is not naturally expressed in said cell, 
and 

wherein said second heterologous promoter is directly or 
indirectly modulated by the activity of said Gal5 protein; 

(ii) contacting said cell with said ligand; and 

(iii) detecting a change in reporter gene expression by comparing reporter gene 
expression prior to addition of said ligand with reporter gene expression 
after addition of said ligand. 



64. (Canceled) 



65. (Canceled) 



66. The method of claim 63, wherein said GPCR is a taste receptor 





67. (Amended*) The method of claim 63, wherein said reporter gene is selected from the 
group consisting of luciferase, GFP, chloramphenical acetyl transferase, 0- 
galactosidase/B-lactamase and secreted alkaline phosphatase. 
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68. The method of claim 63, furthe^omprising contacting said cell with a compound that 
increases calcium levels iptJide said cell. 

69. The method of claim 68, wherein said compound is selected from the group 
consisting of ionomycin and thapsigargin. 

70. The method of claim 68, further comprising contacting said cell with phorbol 
myristate acetate or an analog thereof. 



71. (Twice amended) A method for identifying a GPCR forgiven ligand, the method 

comprising: 

i) providing a cell, said cell comprisim 

a first heterologous promoter operably linked to a first 
polynucleotide encoding a function^4xl5 protein having at least 95 % sequence 

homology to SEQ. ID. NO. 2, an* 

a second heterologous promoter operably linked to a second 

polynucleotide encoding said GPCR, 

whereiXid cell stably expresses said Gal5 protein at sufficient 
levelsto permit promiscuous coupling to said GPCR and wherein 
d GPCR is normally coupled to either Goti, Goes or Gcci 2 in the 
absence of said Gal 5 protein, and 
wherein said GPCR is not naturally expressed in said cell; 
ii) /contacting said cell with said ligand; and 

m detecting a change in a signal with a signal transduction detection system 
by comparing said signal prior to addition of said ligand with said signal 
after addition of said ligand, and 

wherein said signal transduction detection system comprises a dye. 



72. (Canceled) 



73. (Canceled) 
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74. The method of claim 7 l^vhefelTsaid signal transduction detection system comprises 
an intracellular calcitfftr indicator. 



75. (Twice amended) A method of identifying a ligand for a GPC>, the method 
comprising: 

i) contacting a cell with a test chemical, sayfcell comprising, 

a first heterologous promoteroperably linked to a first 
polynucleotide encoding a functional Gyti protein having at least 95 % sequence 

homology to SEQ. ID. NO. 2, and 

a second heterologous promoter operably linked to a second 

polynucleotide encoding said GPCR, 

wherein^Said cell stably expresses said Gal5 protein at sufficient 
levels to permit promiscuous coupling to said GPCR and wherein said 
GPCR^normally coupled to either Goti, Ga s or Ga 12 in the absence of 

aidGcd5 protein and, 

wherein said GPCR is not naturally expressed in said cell; 
ii) detecting a change in a signal with a signal transduction detection system 
by comparing said signal prior to addition of said test chemical with said 
signal after addition of said test chemical, 

wherein said signal transduction detection system comprises a dye. 



76. (Canceled) 



77. (Canceled) 



78. The method of claim 75, wherejj^aidsignal transduction detection system comprises 
an intracellular calciurrurtaicator. 



79. (Twice amended) The Lthod of claim 75, further comprising comparing a signal 
from a first pluralif^of \\\s in the presence of said test chemical with either: 
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i) a signal from a seco\d plurality of cells in the presence of said test 
chemical, wherein said 4ond plurality of cells lack said Gccl5 protein or 

ii) a signal from said%s^lurality of cells in the absence of said test 



0 



a: 

chemical. 



80 



. The method of claim 75, wherein^detecting comprises fluorescence detection. 



GPCR, the method 




81. (Twice amended) A method of identifying a ligand for a < 
comprising; 

i) contacting a cell with a test chemical, sa^T ;ell comprising, 

a) a first heterologous promoter operably linked to a first 
polynucleotide encoding a Wtional Gccl5 protein having at least 95 
% sequence homology tO/SEQ. ID. NO. 2, 

b) a second heterologotis promoter operably linked to a second 
polynucleotide encoding a reporter gene, 

c) a third heterologous promoter operably linked to a third 
polynucleotide encoding said GPCR, 

wherein said cell stably expresses said Gal5 protein at 
sufficient levels to permit promiscuous coupling to said 
GPCR, 

wherein said GPCR is not naturally expressed in said cell, 




wherein said second heterologous promoter is directly or 
indirectly modulated by the activity of said Gcd5 protein; 
detecting a change in reporter gene expression by comparing reporter gene 
expression prior to addition of said ligand with reporter gene expression 
after addition of said ligand. 



82. (Canceled) 



83. (Canceled) 
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84. The method of claim 81, wherejB^detecting comprises fluorescence detection. 




85. (Amended) The method of claim 81, wherein said reporter gene is selected from the 
group consisting of luciferase, GFP, chloramphenical acetyl transferase, 0- 
galactosidase, (^lactamase and secreted alkaline phosphatase. 




86. The method of\elaim 81, further comprising contacting said cell with a compound that 
increases calcium levels inside said cell. 

87. The method of claim 86, wherein said compound is selected from the group 
consisting of ionomycin and thapsigargin. 

^f^f7 88. The method of claim 81/further comprising contacting said cell with phorbol 
^/ myristate acetate opan analog thereof. 



89. (Twice amended) The method of claim 8 1 , further comprising comparing a signal 
from a first plurality ofpll\ in the presence of said test chemical with either: 

i) a signal frorrVseVond plurality of cells in the presence of said test 
chemical, whereinjbaidvsecond plurality of cells lack said Gal 5 protein, or 

ii) a signal from said filpt plurality of cells in the absence of said test 
chemical. 




|0. (Twice amended) A method for identifying/niodulator of signal transduction 
mediated by GPCR activation in a ceiyhe method comprising: 
a) contacting a cell with a test chemical, said cell comprising, 

a first heterologous promoter operably linked to a first polynucleotide 
encoding a functional GalSprotein having at least 95 % sequence homology to SEQ. 

ID. NO. 2, and / 

a second-Keterologous promoter operably linked to a second polynucleotide 



/ 



encoding said GPCR, 
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wherein said cell stably expresses said Gal5 pro^em^Qfficient levels to 
permit promiscuous coupling to said GPCR and wherein said GPCR is 
normally coupled to either Ga i; Ga.or€a, 2 in the absence of said Gocl5 
protein, and 

wherein sai^GPCR is not naturally expressed in said cell; 

b) contacting said cell^Uh a ligand that, in the absence of said test chemical, 
activates'sign^transduction via said GPCR in said cell, and 

cV^ting a change in a signal with a signal transduction detection system by 
comparing said signal prior to addition of said test chemical with said signal after 
addition of said test chemical. _ 



91. (Canceled) 



92. (Canceled) 




93. The method of claim 90. w^n said signal transduction detection system comprises 
an intracellular calciumindicator. 




94. (Twice amended) A method for identifying a modujafor of signal transduction in a 
cell, the method comprising: 

i) contacting a cell with a test chemical, said cell comprising, 

a) a first heterologous prom4r operably linked to a first polynucleotide 
encoding a functional Gccl5 protein having at least 95 % sequence 
homology^toSEQ. ID. NO. 2, 

b) a second heterologous promoter operably linked to a second 
polynucleotide encoding a reporter gene, 

c) a third heterologous promoter operably linked to a second 
polynucleotide encoding said GPCR, 

wherein said cell stably expresses said Gal5 protein at sufficient 
levels to permit promiscuous coupling to said GPCR, and 
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wherein said second heterologous prompter is directly or indirectly 
modulated by the activity oH^Sa\5 protein_and wherein said 
GPCR is not naturallytxpressed in said cell; 
ii) contacting said^witfill^and that, in the absence of said test chemical 
activates^ignaltransduction via said GPCR in said cell; and 
^itfdlte^g a change in reporter gene expression by comparing reporter gene 
expression prior to addition of said test chemical with reporter gene 
expression after addition of said test chemical. _____ 



95. (Canceled) 



96. (Cancelled) 



0 



97. The method of claim 94, wherekfldd detecting comprises fluorescence detection. 



98. (Amended) ThWhod of claim 94, wherein said reporter gene is selected from the 

V<5^ BK>up consisting \ iferase ' GFP ' chloramphenical acetyl transferase ' p - 

!P / galactosidase, P-lactan\se and secrete d alkaline phosphatase. 




99. The method of claim 94, furthef^omprising contacting said cell with a compound that 
^/ increases calcium levejsrnside said cell. 

100. The method of claim 99, wherein said compound is selected from the group 
consisting of ionomycin and thapsigargin. 




101. 



The method of claim 94/ftoher comprising contacting said cell with phorbol 
myristate acetate or ah analog thereof. 




102. (Twice amended) A method of functj^ally profiling a test chemical comprising 
the steps of. 

i) contacting a panel of cells' with a test chemical, said panel of cells 
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comprising, a plurality of cell clones, each cell clone comprising 

a) a first heterologous promoter operably linked to a firs^olynucleotide 
encoding a functional Gcd5 protein having at leas>95 % sequence 

homology to SEQ. ID. NO. 2, / 

b) a second heterologous promoter operably linked to a second 
polynucleotide encoding a reporter gene, 

c) a third heterologous promoter Vrably linked to a third polynucleotide 

encoding said GPCR, / 

wherein said cell stably expresses said Gal5 protein at sufficient 
levels to permitpfomiscuous coupling to said GPCR, wherein said 
second heterologous promoter is directly or indirectly modulated by 
the activity of said Gal5 protein, 

therein said GPCR is not naturally expressed in said cell, and 
wherein each cell clone differs only with respect to said GPCR that 
is expressed^ 
^contacting said cell clones with a test chemical; 

iii) detecting reporter gene expression from said cell clones 

iv) comparing reporter gene expression between said cell clones. 



103. (Canceled) 



104. (Canceled) 





detectioj 




105. The method of clarmio2, wherein said detecting comprises fluorescence 



j£ 106. (Amended) foe method of claim 102, wherein said reporter gene is selected from 
the group consiWg of luciferase, GFP, chloramphenical acetyl transferase, P- 
galactosidase, fl-Varnase and secreted alkaline phosphatase. 




107. The method of claim 102,/irther comprising contacting said cell with a 
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108. The method of claim 107, wherein said compound is selected from the group 
consisting of ionomycin and thapsigargin. 

109. The method of claim 107, further comprising contacting said cell with phorbol 
myristate acetate or an analog thereof. 





f 



^ 110. (Amended) The method of claim 67, further comprising contacting said cell with 

a reporter gene substrate. 

111. (Amended) The method of clain^wherein said reporter gene is p-lactamase. 

1 12. (Amended) The method of claim 85, further comprising contacting said cell with 
a reporter gene substrate. 

1 13. (Amended) The mettod'of' :laim 85, wherein said reporter gene is fi-lactamase. 

1 14. (Amended) The method of claim 98, further comprising contacting said cell with 
a reporter gene substrate. 

15. (Amended) The method of claim 98, Xrein said reporter gene is P-lactamase. 

1 16. (Amended) The method of clajml06, further comprising contacting said cell with 
a reporter gene substrate. 

1 17. (Amended) The memod of claiml06, wherein said reporter gene is p-lactamase. 

1 18. (Amend^dfTh^method of claim 1 10, wherein said reporter gene substrate is 
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1 19. (Amended) The method of claim 1 12, wherein^ reporter gene substrate is 
(JJ$ CCF2. 

(Amended) The method ofclahffl 14, wherein said reporter gene substrate is 

<js lb ccf2. 

121. (AmendedfThe method of claim 116, wherein said reporter gene substrate is 

122. (Amended) The\thod of claim 75, wherein said GPCR is selected from the 
group consisting ofYuscarinic receptors, nictonic acetylcholine receptors, GAB A 
receptors, glutamate raptors, adrenergic receptors, dopamine receptors and 

serotonin receptors. 

123. _ (Amended) The method of claW wherein said GPCR is selected from the 
group consisting of muscarinic reWs, nictonic acetylcholine receptors, GABA 
receptors, glutamate receptors, adrei^gic receptors, dopamine receptors and 

serotonin receptors. 



Hp 



Please add new claims 124 to 138 as below: 



0/7 




-124. (New) The mVhod of claim 90, wherein said GPCR is selected from the group 
consisting of muVarinic receptors, nictonic acetylcholine receptors, GABA 
receptors, glutam\receptors, adrenergic receptors, dopamine receptors and 
serotonin receptors. 



125. 



(New) The method of claiW wherein said GPCR is selected from the group 
consisting of muscarinic receWs, nictonic acetylcholine receptors, GABA 
receptors, glutamate receptors,\energic receptors, dopamine receptors and 

serotonin receptors. 



Auro-008.02us 
Negulescu et al. 
Response to office action 



11 



, I ^ 126. (New) The method of claim 74, wherein said intracellular calcium indicator is 
Fura II. 

127. (New) The method of claim 78, wherein said intracellular calcium indicator is 
Fura II. 



128. (New ) The method of claim 93, wherein said intracellular calcium indicator is 
Fura II. 



129. (NevA The method of claim 63, wherein said second heterologous promoter is 
NFAT. 

130. (New) The\ethod of claim 81, wherein said second heterologous promoter is 
NFAT. 



131. (New) The metho\of claim 94, wherein said second heterologous promoter is 
NFAT. 

132. (New) The method of cl^m 102, wherein said second heterologous promoter is 
NFAT. 



(New) The method of claim 63, wherein/aid method further comprises 
comparing said change in reporter gpne expression detected in step (iii) with a 
change in reporter gene expressjori detected in a second control cell line lacking 
said GPCR detected under the same conditions as in step (iii). 




134. (New) The method-of claim 71, wherein said method further comprises 

comparing said'change in signal detected in step (iii) with a change in signal 
detected ina second control cell line lacking said GPCR detected under the same 
conditions as in step (iii). 
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